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Introduction
 Radiotherapy is often the treatment of choice for 
malignant tumors in the head and neck region 
because it ensures the maintenance of function 
and morphology.  However, when a salivary gland 
is included in the radiation ﬁeld, there is an 
increased risk of abnormalities in the oral cavity 
function, such as xerostomia, eating disorders, 
mastication/deglutination disorders, increased 
rate of infection, and frequent occurrence of dental 
caries1,2.  Therefore, a decrease of salivary gland 
disorders is warranted in cases of radiotherapy to 
this region.
 Amifostine3, which was screened in the 1980s, 
shows lower toxicity than the previously used 
aminothiol substances and is quickly absorbed by 
healthy tissues.  Furthermore, gradual absorption 
of amifostine by poorly vascularized tumors limits 
its protective effect on tumors.  In the USA, ami-
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Abstract : To investigate the effect of amifostine, we administered amifostine, a radioprotective 
agent, 30 minutes before exposing the maxillary region of mice, including the parotid gland, to 5 
Gy or 10 Gy X-ray irradiation.  The survival rate was recorded, and changes in the parotid gland 
morphology were investigated by examining the hematoxylin and eosin (HE)-stained specimens 
and light microscope autoradiography (LMARG) images obtained 30 days after irradiation.  A sur-
vival rate of 100% was not observed in any group administered 200 mg/kg amifostine with or with-
out irradiation.  Among the groups irradiated with 10 Gy X-rays, the survival rate was higher and 
the survival period was longer in the 100 mg/kg amifostine group than in the no amifostine group.  
The histological ﬁndings in the group that received 5 Gy irradiation without amifostine were as fol-
lows : auxetic growth of acinar cells, nuclei of all sizes, cells in the mitotic phase, and cells undergo-
ing apoptosis. Further, the treated groups were compared with the no amifostine and no irradiation 
group (untreated control).  LMRG imaging revealed that the number of reduced silver grains per 
mm2 of acinar cells after 30 min of 3H-leucine administration was higher than that after 120 min in 
mice treated with 100 mg/kg amifostine with or without 5 Gy irradiation.  This observation was 
similar to that in the untreated control.
 This ﬁnding suggests that although amifostine administration reduces the adverse effects of ir-
radiation on the parotid gland, higher doses of amifostine may be fatal.
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fostine has been widely used in radiotherapy to 
the head and neck region4,5.  However, some 
reports have indicated its side effects such as nau-
sea, emesis, and induction of hypotension or 
hypocalcemia6,7.  Thus, its optimal dose and 
administration period remain to be established. 
Further, several animal studies8,9 have measured 
only the quantity and constituents of the saliva 
secreted from irradiated salivary glands.  Consid-
ering all these aspects, in this study, we his-
tochemically investigated the effect of different 
doses of amifostine on the parotid gland and the 
relationship between amifostine administration 
and radiation damage.
Materials and Methods
1. Experimental Animals and Breeding Con-
ditions
 Eight-week-old Balb/c male mice weighing 
approximately 30 g (Tokyo Laboratory Animals 
Science Co. Ltd., Japan) were used as experimen-
tal animals.  For the adaptation of the animals to 
the experimental set-up, the mice were main-
tained for one week at room temperature (25℃) 
under a 12-h light-dark cycle.  Subsequently, the 
mice were randomly divided into 9 groups from A 
to K according to the doses of amifostine (0, 100, 
and 200 mg/kg) and irradiation (0, 5, and 10 Gy, 
Table 1) administered.  Each group included 4 
mice.  Throughout the experimental period, the 
mice were allowed unrestricted access to standard 
food and water ; however, at 12 h prior to amifos-
tine administration, the intake of only tap water 
was allowed.  The animals were handled and 
treated in accordance with the guidelines for 
experimental animals issued by the Nippon Den-
tal University School of Life Dentistry.
2. Administration of Amifostine
 Amifostine (WR2721, Ethyol ; Medimmune 
Oncology, Inc., Gaithersburg, MA, USA) was 
diluted using physiological saline solution. 
Intraabdominal injection of amifostine was 
administered 30 min prior to X-ray irradiation at 
a dose of 100 mg/kg into the mice of groups D, E, 
and F, and at a dose of 200 mg/kg into the mice of 
groups G, H, and K.  Physiological saline solution 
(dose, body weight (g) × 0.02 ml) was injected 
intraabdominally into the mice of groups A, B, and 
C.
3. X-ray Irradiation
 A Hitachi X-ray generator (MBR-1520R-3 ; 
Hitachi Medical Corporation, Japan) was used for 
X-ray irradiation, which was applied to the experi-
mental mice under general anesthesia with an 
intraabdominal injection of 10 ml/kg pentobarbital 
sodium (SomnopentilⓇ ; Schering-Plough Animal 
Health Corporation, USA).  The maxillary region, 
including the parotid gland, was irradiated ; the 
mice in groups B, E, and H received 5 Gy irradia-
tion, while those in groups C, F, and K received 10 
Gy irradiation under the following conditions : 
tube voltage, 20 mA; tube current, 20 mA; ﬁlter, 
1.0-mm Al ; and dosage rate, 2.1 Gy/min.
4. Survival Rate and Period
 The survival rate and period of the mice in each 
group were determined at 30 days after the irradi-
ation according to the procedure described by 
Pamujula et al.10.
5. Preparation of Histological Specimens
 Specimens of the parotid glands in groups A, B, 
D, and E were obtained 30 days after X-ray irradi-
ation.  These specimens were prepared for histo-
logical analysis as follows : After the mice were 
sacriﬁced by overdose of pentobarbital sodium, 
their parotid glands were enucleated and ﬁxed 
with 10% formalin neutral buffer solution for 24 h. 
The ﬁxed parotid glands were then dehydrated 
using an ethanol series and embedded in parafﬁn. 
The parafﬁn-embedded parotid glands were sliced 
to obtain approximately 4-μm-thick sections ; 
these sections were then stained with hematoxy-
Table 1　Classiﬁcation of the experimental groups
X-ray
Amifostine
0 Gy 5 Gy 10 Gy
0 mg/kg
100 mg/kg
200 mg/kg
A
D
G
B
E
H
C
F
K
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lin-eosin (HE) stain, and observed under a light 
microscope (Leica DMRE; Leica Microsystems 
GmbH, Germany).
6. Light Microscope Autoradiography (LMARG)
   After 30 days of irradiation, the mice in groups 
A, B, D, and E were administered an intraabdomi-
nal injection of 370 kBq/g of 3H-leucine (L-leucine-
4,5-3H, 2.22–3.33 TBq (60–90 Ci)/mmol ; Moravek 
Biochemicals, Inc., USA) (hereafter referred to as 
RI administration).  The mice in each of the 
abovementioned groups were sacriﬁced under 
deep anesthesia at 30 and 120 min after RI 
administration, because in LMARG, the reduced 
silver grains in the acinar cells of the parotid 
gland show a maximum value at 30 min after 
3H-leucine administration and thereafter 
decreases with time11.  The parotid glands were 
enucleated and their central portion was cut into 
ﬁne particles of approximately 1 mm3 in volume. 
These pieces were ﬁxed with 2.5% glutaric alde-
hyde for two hours and 1.0% osmic acid for one 
hour.  The embedded specimens in Epon-Araldite 
resin were thinly sliced to approximately 1-μm- 
thick sections.  The obtained sections were ﬁnally 
dipped in an emulsion for LMARG (NTB; East-
man Kodak Company, USA) so that silver grains 
formed a single layer on each section.  After expos-
ing the sections for one week, they were processed. 
To obtain images of the specimens, the ﬁxed sec-
tions were photographed under a confocal laser-
scanning microscope (NTB SP; Leica Microsys-
tems GmbH, Germany) in the differential 
interference mode.  The number of reduced silver 
grains on the image was counted and then con-
verted to a value indicating the number of grains 
per mm2 of acinar cells.  The values obtained at 30 
and 120 min after RI administration were com-
pared between group A and groups B, D, and E. 
Further, in order to examine the effect of amifos-
tine on the irradiated parotid glands, the values 
were compared between groups B and E.  In addi-
tion, the value obtained at 30 min after RI admin-
istration was compared with that obtained at 120 
min for each group.  The deviation from the aver-
age value was calculated using Welch’s t test.
Results
1. Survival Rate and Period in the Various 
Groups
 The survival rates and periods are shown in 
Table 2 ; the changes in survival rate are shown in 
Fig. 1.  Groups A, B, D, and E showed a survival 
rate of 100% at 30 days after X-ray irradiation. 
Group G, which received 200 mg/kg amifostine 
without X-ray irradiation, did not show a survival 
rate of 100%.  Among the groups receiving 10 Gy 
irradiation, the survival rate and period were 
higher in the group administered 100 mg/kg ami-
fostine (group F) than in the group not adminis-
tered amifostine (group C).  The survival rate and 
period were lower in the groups administered 200 
mg/kg amifostine (group K) than in the group 
administered 100 mg/kg amifostine.
2. Morphological Changes in the Acinar Cells
 In group A, the terminal portion cells along with 
a few adhered conical cells formed the acinar.  The 
nucleus was circular or semicircular and located 
basally (Fig. 2a).  In contrast to group A, group B 
showed auxetic growth of acinar cells, nuclei of all 
sizes, cells in the mitotic phase (indicated by 
arrows), and cells undergoing apoptosis (top left) 
(Fig. 2b).  Although group D showed a slightly 
irregular arrangement of the acinar cells, the cell 
morphology in this group was almost identical to 
that in group A (Fig. 2c).  Further, although a 
slight auxetic growth of acinar cells and nuclei of 
all sizes were observed in group E, the variations 
in group E were less than those in group B, and 
the histopathological image of group E was similar 
to those of groups A and D (Fig. 2d).
3. Number of Reduced Silver Grains in Aci-
nar Cells on LMARG Images
 The LMARG images of groups A, B, D, and E at 
30 and 120 min after RI administration are shown 
in Fig. 3.  The number of reduced silver grains per 
mm2 of acinar cells for each group is listed in 
Table 3 and Fig. 4.  The number obtained at 30 
min after RI administration was signiﬁcantly 
higher in group A than in group B.  In groups A 
and D, the values obtained at 30 min after RI 
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administration were higher than those obtained at 
120 min.  A similar tendency was observed in 
group E.  In contrast, in group B, the value 
obtained at 120 min after RI administration was 
signiﬁcantly higher than that obtained at 30 min.
Discussion
 Under the action of alkaline phosphatase, ami-
fostine acts as a phosphoric acid-type prodrug and 
binds to the SH group to transform to a new type 
of prodrug (WR-1065) containing an active SH 
group12.  This new prodrug has a protective effect 
and low toxicity.  Since healthy tissues have sufﬁ-
cient blood supply, they beneﬁt the most from such 
drugs because of the rapid absorption of these 
drugs by the blood.  Conversely, the protective 
effect of such drugs on tumors is considered to be 
less because tumors have poor vasculature and 
Table 2　Survival rate and period of each group at 30 
days after irradiation
Group 
Survival rate
(%) 
Average survival period
(days ± SE) 
A,B,D,E 100 ＞ 30 
G  75 28.8± 2.5 
H 　0  8.3± 3.0 
C  25 16.0± 3.9 
F  50 26.5± 2.8 
K  25 11.0± 5.5 
Fig. 1　Changes in the survival rate in each group
Fig. 2 a : HE-stained image of group A, b : HE-stained image of group B,  
c : HE-stained image of group D, d : HE-stained image of group E  (Bar : 10 μm)
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therefore inadequate drug absorption.  Further-
more, salivary glands, etc.  have been reported to 
absorb high concentrations of drugs13.  In the 
USA, amifostine has been used clinically to pro-
tect healthy salivary glands during radiotherapy 
to the head and neck region4,5.  However, side 
effects of amifostine, such as nausea, emesis, and 
tendency of hypotension and hypocalcemia, have 
been reported6,7.  Therefore, the optimal dose and 
administration period of amifostine remain to be 
determined for its clinical application.  Inadequate 
data on amifostine has hindered its effective use 
Fig. 3 LMARG images of each group at 30 min and 120 min after RI administration 
(Bar : 10 μm)
a: group A, 30 min, b : group A, 120 min, c : group B, 30 min, d : group B, 120 min,
e : group D, 30 min, f : group D, 120 min, g : group E, 30 min, h : group E, 120 min
Table 3　Number of reduced silver grains per mm2 of acinar cells
Group A B D E 
Time after RI administration (min.) 30 120 30 120 30 120 30 120
Average value 12.5 11.1 5.1 11.8 11.8 9.7 10.2 7.0
SD 1.3 1.3 1.0 2.1 1.5 2.6 1.3 1.7
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in clinical settings.
1. Methods
 There exist numerous reports on various irradi-
ation conditions, including the type, intensity, and 
region of irradiation, applied in mice experiments. 
Some of the irradiation conditions studied are as 
follows : 7.5–12.5 Gy X-ray irradiation locally14, 15 
Gy X-ray irradiation to the whole body15, and 60Co 
γ-ray irradiation at a dose of 6 Gy locally16.  In 
this study, the doses of X-ray irradiation were set 
at 5 Gy and 10 Gy on the basis of the survival 
results obtained in a preparatory experiment. 
Previous reports indicated that amifostine has 
been administered at doses of 400 mg/kg17, 200 
mg/kg14, and 100 mg/kg18 to the Rodentia family 
(mainly the mouse and rat).  Damron et al.19 stud-
ied the effect of amifostine in the dose range of 
0–250 mg/kg.  They found that amifostine exhib-
ited its radioprotective effect at doses above 100 
mg/kg and that its toxicity increased at doses 
above 200 mg/kg.  On the basis of these ﬁndings, 
amifostine doses of 100 mg/kg and 200 mg/kg were 
selected for the current experiment.  The most 
effective timing of amifostine administration has 
been reported to be 15 min20, 15–30 min17, 20–30 
min10, 25 min21, and 60 min10 prior to radiation 
therapy.  Since the effective administration timing 
ranged between 15 and 60 min before irradiation 
in all these studies, we administered amifostine at 
30 min before irradiation.  The observation time 
selected for this experiment was 30 days after 
X-ray irradiation.  Coppes et al.22 irradiated the 
neck region of mice with 15 Gy X-rays, and 
observed the consequent changes in the mice over 
a 240-day period that was divided into 4 subperi-
ods of 60 days each ; decreases in the number of 
acinar cells and amylase secretion were then 
observed over a period of 10–60 days.  In the 
report by Pamujula et al.10 wherein the effects of 
whole-body irradiation with 9 Gy 137Cs γ-rays was 
observed over a 30-day period, the effect of amifos-
tine was found to be greater a few days after 
administration than immediately after adminis-
tration.  A survival rate of 50% at 30 days after 
exposure of an animal group (LD50/30 (lethal 
damage dose 50%, 30 days)) has been used as one 
of the criteria for investigating the optimal dose of 
medication, reaction to medication, and inﬂuence 
of irradiation.  Hence, in the present study, 30 
days after irradiation was selected as the observa-
tion period.
2. Survival Period and Rate
 The relationship between amifostine adminis-
tration and the effects of whole-body irradiation 
were investigated by analyzing the survival rate 
and period.  A 100% survival rate at 30 days after 
irradiation was observed in groups A, B, D, and E. 
The dose of 100 mg/kg amifostine is considered as 
an appropriate dose for reducing radiation injuries 
because among the groups irradiated with 10 Gy 
X-rays, the group administered 100 mg/kg amifos-
tine (group F) exhibited a better survival rate and 
period than the group administered no amifostine 
(group C).  In contrast, the groups administered 
200 mg/kg amifostine had worse survival rates 
and periods.  Although the underlying mechanism 
is not known, it is considered that amifostine and 
radiation have contrasting but synergistic effects 
Fig. 4 Number of reduced silver grains per mm2 of acinar cells at 30 min and 
120 min after RI administration
110 Oral Science International　Vol. 5, No. 2
on a living body.  Since a 100% survival rate could 
not be achieved in group G, we consider that in 
mice, the intraabdominal injection dose of amifos-
tine should be less than 200 mg/kg.  Furthermore, 
Damron et al.19 and Yuhas et al.23 reported that 
doses greater than 200 mg/kg amifostine were 
fatal ; this result was validated in the present 
study.
3. Morphology of Acinar Cells
 Since slight morphological changes were 
observed in group D, the inﬂuence of amifostine 
on morphology is conﬁrmed.  Among the groups 
irradiated with 5 Gy X-rays, morphological 
changes were greater in the group administered 
no amifostine (group B) than in the group admin-
istered 100 mg/kg amifostine (group E).  This con-
ﬁrmed that the administration of 100 mg/kg ami-
fostine prior to irradiation was effective in 
reducing the radiation-induced morphological 
changes.  Cameron24 reported that the survival 
period of acinar cells in the mouse submandibular 
gland was 185 days, while that of exocrine cells of 
the mouse pancreas was 520 days ; therefore, the 
cells were considered to require a long turnover 
time.  In the present study, the cells in the mitotic 
phase and apoptosis-like cells were not observed 
in the tissue images of group D25.  However, these 
cell types were observed in many tissue images of 
group B.  This is considered to reﬂect the phenom-
enon wherein irradiation induces apoptosis26 and 
the number of acinar cells decreases at 30 days 
after irradiation17.
4. Leucine Quantity in Acinar Cells
 Onodera et al.11 sequentially observed the leu-
cine absorption ability of the acinar cells of the 
mouse parotid gland by using LMARG.  The 
amount of leucine in the acinar cells of the parotid 
gland was highest at 30 min after RI administra-
tion (3H-leucine was injected intraabdominally 
into the mice).  Thereafter, leucine was mainly 
excreted from the cells in the form of secretion 
granules, and the amount secreted decreased with 
time.  This study clariﬁed that amino acid absorp-
tion and excretion were slower in the irradiation 
groups than in the non-irradiation groups ; this is 
because irradiation causes abnormalities in the 
transport system of the cell membrane and intrac-
ellular metabolic system of the acinar cells of the 
parotid glands.  This study also clariﬁed that ami-
fostine relieves the irradiation-induced functional 
disorder of the acinar cells since amifostine inhib-
ited the action of free water radicals that absorb 
radiation energy and molecules that compose the 
cells.  Appropriate administration of amifostine 
not only reduces the harmful effects of irradiation 
but also alleviates acute heart toxicity (heart fail-
ure symptoms such as cardiac muscle softening, 
palpitation, and breathlessness) induced by adri-
amycin, which is an anticancer agent28.  As 
expected, fundamental data from various ﬁelds 
are required to establish the optimum conditions 
for amifostine administration.  Thus, amifostine 
has a potential role in future cancer therapy.
References
1. Popvtzer A., and Eisbruch A. : Advances in radiation ther-
apy of head and neck cancer. Expet Rev Anticancer Ther 
8：633–644, 2008.
2. Fischer D.J., and Epstein J.B. : Management of patients 
who have undergone head and neck cancer therapy. Dent 
Clin North Am   52：39–60, 2008.
3. Flemming K. : Model studies on chemical radiation protec-
tion. Part I. Inhibition of the basic processes of biological 
radiation effect by cysteine. Strahlentherapie   111：339–
358, 1960.
4. Sasse A.D., Clark L.G., Sasse E.C., and Clark O.A. : Ami-
fostine reduces side effects and improves complete 
response rate during radiotherapy : results of a meta-anal-
ysis. Int J Radiat Oncol Biol Phys   64：784–791, 2006.
5. Lalla R.V., Sonis S.T., and Peterson D.E. : Management of 
oral mucositis in patients who have cancer. Dent Clin 
North Am   52：61–77, 2008.
6. Murley J.S., Nantajit D., Baker K.L., Kataoka Y., Li J.J., 
and Grdina D.J. : Maintenance of manganese superoxide 
dismutase (SOD2)-mediated delayed radioprotection 
induced by repeated administration of the free Thiol form 
of amifostine. Radiat Res   169：495–505, 2008.
7. Mador J.E., Giles L., Whitehead C., and Crotty M. : A ran-
domized controlled trial of a behavior advisory service for 
hospitalized older patients with confusion. Int J Geriatr 
Psychiatry   19：858–863, 2004.
8. Konings A.W., Faber H., Vissink A., and Coppes R.P. : 
Radioprotective effect of amifostine on parotid gland func-
tioning is region dependent. Int J Radiat Oncol Biol Phys 
63：1584–1591, 2005.
111November, 2008 Eﬀect of Amifostine in Irradiation of Parotid Glands
9. Sagowski C., Wenzel S., Metternich F.U., and Kehrl W. : 
Studies on the radioprotective potency of amifostine on 
salivary glands of rats during fractionated irradiation : 
acute and late effects. Eur Arch Otorhinolaryngol   260：
42–47, 2003.
10. Pamujula S., Kishore V., Rider B., Fermin C.D., Graves 
R.A., Agrawal K.C., and Mandal T.K. : Radioprotection in 
mice following oral delivery of amifostine nanoparticles. 
Int J Radiat Biol   81：251–257, 2005.
11. Onodera T., Nasu M., Iwata H, and Yosue T. : Radioprotec-
tion of the mice parotid gland by isoproterenol : study on 
morphometry of secretory granules on autoradiography. 
Oral Radiology   22：1–6, 2006.
12. Block K.I., and Gyllenhaal C. : Commentary : The pharma-
cological antioxidant amifostine̶Implications of recent 
research for integrative cancer care. Integr Cancer Ther 
4：329–351, 2005.
13. Utley J.F., Marlowe C., and Waddell W.J. : Distribution of 
35S-labeled WR-2721 in normal and malignant tissues of 
the mouse. Radiat Res   68：284–291, 1976.
14. Echols F.S., and Yuhas J.M. : Chemoprotection against 
fractionated radiation exposures with WR-2721 : skin 
injury. Radiat Res   66：499–504, 1976.
15. Miura Y., Anzai K., Ueda J., and Ozawa T. : Novel 
approach to in vivo screening for radioprotective activity 
in whole mice : in vivo electron spin resonance study prob-
ing the redox reaction of nitroxyl. J Radiat Res   41：103–
111, 2000.
16. Mazur L., Augustynek A., Halicka H.D., and Deptala A. : 
Induction of apoptosis in bone marrow cells after treat-
ment of mice with WR-2721 and gamma-rays : relation-
ship to the cell cycle. Cell Biol Toxicol   19：13–27, 2003.
17. Menard T.W., Izutsu K.T., Ensign W.Y., Keller P.J., Morton 
T.H., and Truelove E.L. : Radioprotection by WR-2721 of 
gamma-irradiated rat parotid gland: effect on gland 
weight and secretion at 8–10 days post irradiation. Int J 
Radiat Oncol Biol Phys   10：1555–1559, 1984.
18. Washburn L.C., Rafter J.J., and Hayes R.L. : Prediction of 
the effective radioprotective dose of WR-2721 in humans 
through an interspecies tissue distribution study. Radiat 
Res   66：100–105, 1976.
19. Damron T.A., Spadaro J.A., Margulies B., Damron L.A. : 
Dose response of amifostine in protection of growth plate 
function from irradiation effects. Int J Cancer   90：
73–79, 2000.
20. Mazur L. : Induction of micronucleated erythrocytes by 
MEA, AET, WR-2721 and X-rays. Mutat Res   334：317–
722, 1995.
21. Konings A.W., Faber H., Vissink A., and Coppes R.P. :  
Radioprotective effect of amifostine on parotid gland func-
tioning is region dependent. Int J Radiat Oncol Biol Phys 
63：1584–1591, 2005.
22. Coppes R.P., Zeilstra L.J., Kampinga H.H., and Konings 
A.W. : Early to late sparing of radiation damage to the 
parotid gland by adrenergic and muscarinic receptor ago-
nists. Br J Cancer   85：1055–1063, 2001.
23. Yuhas J.M., and Storer J.B. : Chemoprotection against 
three modes of radiation death in the mouse. Int J Radiat 
Biol Relat Stud Phys Chem Med   15：233–237, 1969.
24. Cameron I.L. : Cell renewal in the organs and tissues of 
the nongrowing adult mouse. Tex Rep Biol Med   28：203–
248, 1970.
25. Nakano H., and Shinohara K. : X-ray-induced cell death : 
apoptosis and necrosis. Radiat Res   140：1–9, 1994.
26. Mazur L., Augustynek A., Halicka H.D., and Deptala A. : 
Induction of apoptosis in bone marrow cells after treat-
ment of mice with WR-2721 and gamma-rays : relation-
ship to the cell cycle. Cell Biol Toxicol   19：13–27, 2003.
27. Konings A.W., Coppes R.P., and Vissink A. : On the mecha-
nism of salivary gland radiosensitivity. Int J Radiat Oncol 
Biol Phys   62：1187–1194, 2005.
28. Bolaman Z., Cicek C., Kadikoylu G., Barutca S., Serter M., 
Yenisey C., and Alper G. : The protective effects of amifos-
tine on adriamycin-induced acute cardiotoxicity in rats. 
Tohoku J Exp Med   207：249–253, 2005.
